#
Plastic wrap (common food wrap or
6. Agarose gel was dried using a gel drier. Gel was sandwiched between two Whatman papers and dried in a gel drier under vacuum at RT for 10 min per side. Gel was processed immediately.
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Ci/mmol) using 10 U T4 PNK in total reaction volume of 20 µl of 1x PNK A Buffer.
Reaction was incubated at 37 °C for 30 min and purified with QIAquick nucleotide removal kit according to manufacturer´s instructions.
8. Dried gel was prehybridized in 50 ml hybridization buffer (in a plastic container) in 50 °C water bath with shaking (35 rpm) for 1-2 h. A heavy item was used to fix the container on the bottom of the water bath, so it does not float. Entire volume of purified probe was added and hybridized overnight at 50 °C in the water bath with shaking (35 rpm).
9. Gel was removed from the hybridization solution and rinsed with wash solution-1 briefly, followed by two additional washes with wash solution-1 at RT, 35 rpm shaking for one hour. Later two washes with wash solution-2 at 38 °C, 35 rpm shaking for one hour was given.
10. Gel was dried at RT between Whatman papers in gel drier under vacuum. Attention was paid not to over dry the gel (maximum 1 min drying time in total).
11. Gel was wrapped in plastic wrap and exposed to imaging plate without a delay for up to 3 days at 4 °C to avoid contamination. Freezing and thawing causes gel to become brittle and was avoided.
12. Signal was detected on Pharos FX (Figure 1) .
B. Denaturing in-gel hybridization
This procedure usually follows the non-denaturing in-gel hybridization to detect total telomeric DNA in analyzed samples.
1. Gel was unwrapped and DNA was denatured by soaking and rocking gel lightly in denaturing solution (100-200 ml) for 30 min at RT (35 rpm).
2. Denaturing solution was removed and gel was rinsed with dH2O prior to adding neutralization solution (100-200 ml) for 15 min at RT.
3. Equilibration was done in 100-200 ml of 5x SSC for 15 min at RT and gel was prehybridized in 50 ml hybridization solution for 1 h as indicated previously.
4. Hybridization was done overnight with the same probe and conditions as was used for the non-denaturing in-gel hybridization.
5. Washing and exposure was done as for the non-denaturing in-gel hybridization. a. "Volume tools" "Rectangle" was used for quantification.
i. Selected area. Always the same rectangle was used for all lanes (first rectangle was copied and pasted). The area was selected in a way that the whole lane is covered as best as possible. However, the area around the lanes was not included in the rectangle (Figure 2A ).
ii. Selected background. The "Global" subtraction method was used and the rectangle was also used for this purpose (Figure 2A ).
b. "Analysis table" was used.
i.
Values were copied to clip board and transferred to excel. Attention was paid to decimal point. Adjusted values "Adj. Vol." were used (values corrected for background by the software Figure 2A ).
ii. Ratio was calculated (highest value "wt_high" was set to 1, other value "mut" -was corrected, Figure 3A ). 
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